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A B S T R A C T
Tools for taking advantage of phase-contrast in transmission electron microscopy are of great interest for both
biological and material sciences studies as shown by the recent use of phase plates and the development of
holography. Nevertheless, these tools most often require highly qualiﬁed experts and access to advanced
equipment that can only be considered after preliminary investigations. Here we propose to address this issue by
the development of an ImageJ plugin that allow the retrieval of a phase image by simple numerical treatment
applied to two defocused images. This treatment based on Tikhonov regularization requires the adjustment of a
single parameter. Moreover, it is possible to use this approach on one-image. Although in that case the retrieved
image gives only qualitative information, it is able to enhance the image contrast appropriately. This can be of
interest for specimens producing low contrast images under the electron microscopes, such as some frozen
hydrated biological samples or those sensible to electron radiation unsuitable for holographic studies.
1. Introduction
Characterization of nanometric objects is becoming crucial to ad-
dress environmental and technological problems in biology (i.e., as-
bestos contamination, nano-particle toxicity, vaccine adjuvants) and
material sciences (i.e., catalyst eﬃciency, compaction and material
properties enhancement). Because Transmission Electron Microscopy
(TEM) has high spatial resolution, it is the method of choice to address
these issues. However, due to their size and low average atomic number
some objects give rise to a low contrast impeding their diﬀerentiation
from the background. With appropriate focusing of the objective lens,
this so-called phase-contrast makes possible to highlight objects borders
and structures otherwise invisible. Therefore, application of phase-
contrast on nanometric objects can facilitate their study because it
became easier to recognize them on a background. There is a drawback
tough, as on the phase-contrast image the object contour and thus the
size change with the focusing of the objective lens. More generally, a
phase-contrast image displays a partial view of the object.
The formation of phase-contrast image is accounted by the contrast
transfer function (CTF) of the microscope, which acts as a spatial ﬁlter
depending, among other parameters, on the focusing of the objective
lens. As a result, the phase-contrast images recorded at a certain focus is
built only with a part of all the spatial frequencies, thus making some
structures undetectable. Therefore, to obtain a fully reliable image of
the object it is required to combine the information coming from phase-
contrast images acquired at diﬀerent defocus values. It has been de-
monstrated by Schiske (Schiske, 2002) that it is possible to retrieve
from a TEM focal series a phase image that stands as a reconstruction of
the object. The accuracy of this reconstruction depends on the focus
step: a series taken with a smaller focus step leads to a higher accuracy
but implies larger number of recorded images. More recently, Van Dyck
et al. (1996) and O’Keefe et al. (2001) have shown that quantitative
phase image, at full resolution by focal series reconstruction, requires a
large set of experimental images. However, such a requirement in-
creases the risk to induce damages on the sample. Because, the total
electron dose received by the specimen is proportional to the number of
recorded images, the advantage of phase image reconstruction for
samples sensible to high electron doses is limited. This is the case of
frozen hydrated samples in biology that require electron dose lower
than 15e−/Å2 (Karuppasamy et al., 2011). Additionally, the combina-
tion of images acquired at diﬀerent focus to perform a phase image
reconstruction needs sophisticated algorithms including several
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corrections of misalignment and distortion (Koch, 2014) as well as a
non-trivial adjustment of parameters, limiting the use of phase image
reconstruction.
To fully appreciate the beneﬁts of phase image reconstruction the
development of a user-friendly method able to retrieve a phase image
from a limited number of phase-contrast images is needed. Based on a
method requiring two defocused images and a simple numerical treat-
ment (Donnadieu et al., 2008), we have implemented a plugin able to
perform a quantitative phase-contrast reconstruction in the widely used
image processing software ImageJ (Schneider et al., 2012). Moreover,
we have adapted this approach to compute a qualitative phase image
reconstruction enhancing borders and structures by using only one-
image. The method requires only basic knowledge of TEM image for-
mation and standard TEM equipment operated by a TEM user.
2. Tikhonov solution for simple phase retrieval from two phase-
contrast images
2.1. Background
In TEM imaging, phase-contrast is a weak contrast that arises from
the phase shift of the electron wave traversing the sample. When the
sample is very thin or non-crystalline or constituted of light atoms,
diﬀraction and absorption eﬀects being small, phase-contrast is cur-
rently the more relevant for image formation. As phase-contrast is
sensitive to very ﬁne scale details, phase imaging is in principle the
most appropriate to give high resolution information. However, a TEM
image does not display a phase image but the result of the transfer of
the exit electron wave by the electron optics. In the phase object ap-
proximation, this can be conveniently written in the reciprocal space as
follows:
= − +I q z I q πλ λ qˆ ( , Δ ) (1 2Φˆ( )sin( Δzq Cs
2
))0 2 3 4 (1)
where I qˆ ( ) and qΦˆ( ) are respectively correspond to the Fourier
Transform (FT) of I(r), the intensity, and Φ(r), the phase function; I0,
the intensity of the incident wave; λ, the electron wave length; Δz, the
objective lens defocus; Cs, the objective lens spherical aberration
coeﬃcient.
It is worth noting that the phase function Φ(r) represents the object
(with the only bias of the projection eﬀect), while the image I(r) is
modiﬁed by a CTF that depends on the imaging conditions, i.e. the
electron wavelength and the objective lens characteristics (aberration
coeﬃcients, Δz). As proposed by Schiske (2002), the phase can be re-
stored using a series of TEM images taken at diﬀerent defocus. When
the aim is to achieve a high resolution reconstruction, a large number of
images and small defocus step are required. But if a limited resolution
can be suﬃcient (for instance a resolution not better than 1 nm i.e.
q < 1nm−1), the high order term can be neglected in relation that
then writes as:
= −I q z I q πλˆ ( , Δ ) (1 2Φˆ( )sin( Δzq ))0 2 (2)
As far as the term πλΔzq2 is small (i.e.≈0.5), the sinus function can be
approximated by its argument, relation (2) writes then as:
= −I q z I q πλˆ ( , Δ ) (1 2Φˆ( ) Δzq )0 2 (3)
At this step, it should be noted that the previous approximation
determines the resolution of the method since the condition
πλΔzq2 < 0.5 corresponds in direct space, to dimensions larger than
πλ z2 Δ . As a consequence, the resolution of this simpliﬁed method
depends on the experimental conditions, i.e. the wave length and the
focus Δz. For example, at 200 keV, a focus Δz=+50 nm will give a
phase image with a resolution limited to 1 nm by the method.
This simpliﬁed relation can be applied to two images recorded at
+Δz and−Δz to derive a relation between the FT of the phase function
qΦˆ( ) and = + − −I q I q z I q zΔˆ ( ) ˆ ( , Δ ) ˆ ( , Δ ) the FT of the diﬀerence
between these two images:
= −q
I πλq
I q
z
Φˆ( ) 1 1
4
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Δ0 2 (4)
This relation has been here obtained using a CTF. However it has
been also demonstrated from a more general point of view using a
Transport Intensity Equation (TIE) (Paganin and Nugent, 1998)
(Paganin and Nugent, 1998; Ishizuka and Allman, 2005). The ad-
vantage of the CTF approach is to be more familiar to TEM users.
It is worth noting that, instead of considering two images recorded
at +Δz and −Δz, following the relation (3), the phase could also have
been simply derived from the image at zero focus and the image at
focus Δz. In that case the phase is given by the following relation:
= −q
I πλq
I q
z
Φˆ( ) 1 1
2
Δ ˆ ( )
Δ0 2
0
(5)
where = −I q I q z I qΔ ˆ ( ) ˆ ( , Δ ) ˆ ( , 0)0 is the diﬀerence between the FT of
the image recorded at focus Δz and the one at zero focus. Therefore,
depending on the images available, either a numerical treatment based
one TEM image and or a two-image treatments based on a focal series of
two TEM images can be carried out. It has been done above using the
CTF approach but can also be obtained with the TIE one. The respective
advantages and limits of both treatments will be considered in the
following.
2.2. Tikhonov regularization and the SPCI image treatments
The main issue to retrieve the phase function Φ(r) using relation (5)
is to deal with the singularity in q=0 arising from the function 1/q2.
This diﬃculty, typical with inverse problems, can be solved using a
Tikhonov regularization as proposed by Mitome et al. (2010). It means
replacing the 1/q2 function by a function = +T q q q a( ) /(( ) )2 2 2 2 . For
q≫ a, T(q) is close to 1/q2 while for q=0 and its vicinity, they strongly
diﬀer since T(q) tends to 0 for q=0 and is maximum for q= a.
The wave vector q=0 and its vicinity correspond to low spatial
frequencies domain in reciprocal space, i.e. long-scale ﬂuctuations in
direct space that are often due to meaningless contrast ﬂuctuations.
Therefore, depending on the scale of details of interest and of the
meaningless information with respect to the region of interest, the
impact of the regularization is variable. The above Tikhonov regular-
ization provides a simple solution but one will have to be careful in the
choice of the parameter a-value.
The strong point of this regularization method is to involve only one
parameter. In general, the length scale of interest of a system is known,
therefore making the appropriate choice should be easy. As illustrated
in Fig. 1, in the vicinity of q=0 the information will be cancelled out
while for q= a, the Tikhonov function is maximum. This means that
depending on the wave length of signiﬁcant details with respect to this
maximum, they might be cancelled out or rather ampliﬁed. In other
words, it is extremely important to have in mind the characteristic wave
length (either for the meaningful and meaningless details) to make a
correct choice.
Fig. 1. Graphical representation comparing the function 1/q2 and a Tikhonov
function = +T q q q a( ) /(( ) )2 2 2 2 .
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The simpliﬁed approach described by relation (4) after im-
plementation of the above Tikhonov regularization then consists in
retrieving the phase image using the following relation:
= −
+
q
I πλ
q
q a
I q
z
Φˆ( ) 1 1
4 ( )
Δˆ ( )
Δ0
2
2 2 2 (6)
At ﬁrst it requires the acquisition of two images at focus −Δz and
+Δz. In the relation (6), I0 stands for the intensity of the incident wave.
In case of a weak phase object, I0 is given by the image at zero focus, i.e.
the zero-contrast image. However, if it can be assumed that the I(+ Δz)
and I(−Δz) images are showing phase-contrast, I0 can be estimated
from their background which has the advantage to limit the number of
required images to two (I(+ Δz) and I(−Δz)). Considering this ap-
proximation in addition to the ones done on relation (3) (Section 2.1)
allows to further simplify our approach of phase retrieval, referred to
Simpliﬁed Phase Contrast Images (SPCI).
It should be noted that the same approximation on the zero-focus
image can be applied to relation (5). The phase can be retrieved using
only a single experimental image, i.e. a defocused image. In the fol-
lowing we will refer to two-images SPCI treatment when two images I
(+ Δz) and I(−Δz) are used, and to one-image SPCI treatment when
only a defocused image is used; in both cases the zero-defocus image
will be replaced by a constant background intensity image.
As the phase retrieval based on the Tikhonov regularization can be
described as a ﬁlter in reciprocal space, the spatial frequencies being
transferred according to the function T(q), the numerical treatment can
be seen as a simple image processing that can be achieved by many
software. The processing will involve the experimental defocused
images (either one or two if the one-image or two-images treatment is
chosen, respectively) and two images build by the operator, i.e. the
constant intensity image that will stand for the zero-focus image and an
image in reciprocal space representing the Tikhonov function T(q). In
the present case, as described in the next section, it was chosen to write
a plugin for the software ImageJ (Schneider et al., 2012).
Because of the image subtraction involved in the processing, the
images I(+ Δz) and I(−Δz) have to be properly aligned. Shift correction
can be done using a plugin already available for ImageJ (Schneider
et al., 2012) such as TomoJ software (Messaoudi, 2011). Also because
of the focus diﬀerence, the images I(+ Δz) and I(−Δz) may have
slightly diﬀerent magniﬁcation. This can occur for high focus, in such
case a re-scaling should be done directly with ImageJ software. When
nedded, image alignment and re-scaling should be done as a pre-
treatment before retrieving the phase image.
Finally, it is worth noting that the output of the calculation is in
radian, that providing the reciprocal scaling factor has been taken into
account. For a N pixel ROI and a pixel size p in direct space, the pixel
size in the reciprocal space is 1/Np. Therefore, a multiplication by a
factor N2p2 arises when the numerical calculation of the Tikhonov
regularization function is done in reciprocal space pixel.
In this section we describe the implementation of the ImageJ plugin
and its evaluation with gold nano-particle, trypanosome resin em-
bedded and frozen hydrated bacteria as examples for material science
and biological applications.
3. SPCI plugin: Workﬂow conception and interface
The algorithm behind SPCI plugin is composed of 3 major steps
(Fig. 2). In the ﬁrst step two aligned defocused images (Fig. 2A and B)
are selected by the user. Some parameters, related to the microscope
and described below, are then requested (Fig. 2C). In order to compute
the phase image (Fig. 2F), an image of the Tikhonov parameter a-value
(Fig. 2E) is generated to ﬁlter the result of the FT. Another image
(Fig. 2D) is obtained from the subtraction of the two aligned defocused
images, which result is divided by a background image or a zero con-
trast image. This step is explained in the previous section uses a
background value or an image as I0. The second step consists in taking
the FT of the diﬀerence between the two defocused images (FT) and to
multiply by the Tikhonov regularization (5), i.e. a computed image
based on the function +q q a/( )2 2 2 2 with q in pixel. The last step consists
in computing the inverse FT (FT−1) to obtain the phase map in direct
space (Fig. 2F).
Experimental conditions (focus value, voltage or electron wave-
length, pixel size) are provided by the user as well as background value
from the selected focus images and the Tikhonov parameter. It should
be noted that the user interface (Fig. 3) will require a-value in pixel (a)
that will be transformed in reciprocal space units using the pixel size
parameters and will be displayed in the interface window.
SPCI plugin has been developed in JAVA to be easily used with
ImageJ (Schneider et al., 2012). ImageJ is a widely used tool for image
processing and analysis. As Parallel colt JAVA library (Wendykier and
Nagy, 2010) oﬀers a better implementation of the FT than ImageJ, this
library is used by SPCI. To warranty correct computation of contrast
image it is required that the pixel (over and under-focused images)
corresponds to equivalent positions on the sample. Indeed, phase-cor-
rected image is calculated pixel per pixel by applying equations de-
scribed in Section 2 and therefore for each image (over and under-
focus) pixels might be aligned. TomoJ (Messaoudi et al., 2007) provides
already plugins with robust algorithms for this purpose and there is also
other plugin dedicated to the alignment, such as TurboReg (Thevenaz
et al., 1998) and Template Matching and Slice Alignment
(Tseng, 2018). We decided to not include this step in SPCI plugin.
SPCI plugin user interface starts by the selection of only two focused
images (+Δ and −Δ symmetric with respect to zero focus) in input as
well as the absolute value of their defocused, electron wavelength, and
pixel size is required. It is also possible to include only one image and
therefore only a qualitative approach will be applied. As described
above, the interface oﬀers the possibility to choose how the background
is determined. This value or image will be used as I0 in the equation.
The interface require a Tikhonov a-value in pixel. Its equivalence in
nm−1 is dynamically displayed. To help user to determine the appro-
priate a-value, the plugin oﬀers to compute the phase image for several
Tikhonov parameter or a-value in one run: the number of a variations
and the multiplying factor between each variation are chosen by the
user. For instance, for the above choice (Fig. 3), the user obtains 3
images with a-values of 10, 100, 1000 pixels.
4. Application of SPCI plugin to experimental data
4.1. Experimental details
To evaluate the capabilities of SPCI plugin for material science and
biological applications, we have used gold nano-particles with size
ranging between 1 and 5 nm deposited on carbon coated grid and
Trypanosoma brucei semi-thin (200–300 nm) epon embedded section as
well as frozen hydrated Escherichia coli K12 sample. TEM observations
for gold nano-particle were carried out on a FEI Titan 80–300 with
probe and image aberration corrector operated at 300 kV. No objective
aperture was used for the TEM image formation. Brightness was ad-
justed to obtain a good signal-to-noise ratio and a short exposure time
to avoid drift during image acquisition. Focal series were recorded on a
Gatan slow scan CCD camera, at 185,000× magniﬁcation with defocus
range from −200 to 200 nm and 20 nm defocus step between images.
The zero-focus objective lens current was estimated as accurately as
possible from the absence of contrast of the carbon supporting ﬁlm.
Regarding biological samples, T. brucei was prepared as described in
Trépout et al. (2018). In the case of frozen hydrated specimen, E. coli at
initial stationary phase was diluted with LB culture medium. An aliquot
of 5 μl was deposited on a 200 mesh copper lacey carbon grid and then
frozen in liquid ethane at −178 °C by using Leica EM CPC and trans-
ferred to a JEOL Electron Microscope JEM-2200FS by using Gatan 626
high-tilt cryo-holder. Images were acquired at 200 kV using a 100 μm
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Fig. 2. SPCI workﬂow, the major steps of the algorithm are illu-
strated. A, B, C are selected in the interface by the user. The in-
termediate image D extracts information from the focus images. E
is the image of the Tikhonov parameter. F is the phase image
obtained at the end of the process. img, image; FT, Fourier
Transform; FT−1, Fourier Transform inverse.
Fig. 3. Screenshot of the two possible user interfaces of SPCI plugin. In the ﬁrst interface, a warning message notiﬁes the user that the treatment with one-image is
not quantitative. The one-image SPCI treatment is still possible from the multiple-image interface by selecting “background value” in the choice of second defocus
image.
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condenser aperture (CLA2). Acquisition was performed at a magniﬁ-
cation between 8000 and 15,000× using a Gatan slow scan CCD
US1000 camera with one second exposition time. Multi-scale cross-
correlation alignment using TomoJ were used starting with binning 4
and integer translation.
4.2. Results
4.2.1. Test and validation of SPCI treatments on gold nano-particles
4.2.1.1. Quantitative approach using two symmetric defocused images. The
gold nano-particles system is important for evaluating SPCI from a
quantitative point of view while the other examples aim at illustrating
its potential for biological systems.
Fig. 4 displays the phase image obtained with the two-images SPCI
treatment from images of gold nano-particles recording at +40 nm and
−40 nm. According to the relation between defocus and resolution,
reported in Section 2.1, 40 nm defocus will give a retrieved phase image
with appropriate resolution for particles within the range of 1–5 nm.
Fig. 4 illustrates the inﬂuence of the Tikhonov parameter on the value
given by the phase image. As shown in Fig. 4C and E, highlighted de-
tails strongly depend on the Tikhonov parameter, namely a higher
contrast can be observed for a=0.2 nm−1. It should be noted that
these proﬁles represent phase value in radian. For the Tikhonov para-
meter a-value= 0.02 nm−1, the phase proﬁles indicate that the phase-
shift corresponding to these particles is about 0.5 rad. For the Tikhonov
parameter a-value=0.2 nm−1, the proﬁles indicate smaller values, of
about 0.1 rad. As far as particles are concerned, the phase shift can be
simply calculated from the particle size (t) and the mean inner potential
V0 using the relation Φ= πV0t/λE (Reimer, 1989). According to the
mean inner potential of gold nano-particles in this size range (Popescu
et al., 2007) the expected phase-shift is about 0.6 rad. Therefore, the
Tikhonov parameter 0.02 nm−1, with the numerical SPCI treatment
which is the minimum one (corresponding to 1 pixel), gives the better
match with the expected phase value. In other words, the two-images
SPCI plugin is able to provide quantitative phase measurement when
the Tikhonov parameter is set to its minimum. It is worth mentioning
that the parameter a of the Tikhonov regularization can take any real
value. But when dealing with images as above with the SPCI plug in, the
a parameter necessarily corresponds to a number of pixels, the pixel
unit being deﬁned by the reciprocal space distance 1/Np where N is the
number of pixel of the image and p the pixel size in direct space. So
a=1 pixel is the minimum Tikhonov parameter for the given acqui-
sition conditions (i.e. TEM magniﬁcation, camera binning).
The drawback of this choice is that the image contrast is rather poor
in comparison with the one obtained with higher Tikhonov parameter.
This is rather obvious in Fig. 4E that contrast is improved by the SPCI
treatment because the background is removed and particles remains.
Furthermore, this is conﬁrmed by the Weber–Fechner contrast
(Trémeau et al., 2009) computed from the intensity proﬁle (Fig. 4F).
Brieﬂy, this contrast measures the diﬀerence between the signal in-
tensity and the background intensity normalized by the background
intensity. This value increases 36 times between the Tikhonov a-
value= 0.02 nm−1 and a-value=0.2 nm−1. Therefore, depending on
the desired application, the two-images SPCI treatment can be a tool for
quantitative studies when minimum Tikhonov parameter is used or for
qualitative analysis due to a better visualization of speciﬁc details by
contrast increment. In this last case, SPCI plugin acts as an image ﬁlter
to emphasize the object of interest.
Fig. 4. Two-image SPCI treatment applied to gold nano-particle. A
and B correspond to +40 nm and −40 nm defocus images, re-
spectively. C and E are the phase image resulting from two-images
SPCI treatments for Tikhonov value of a=1 pixel and 10 pixels
(corresponding in the image acquisition conditions to
a=0.02 nm−1 and a=0.2 nm−1). Respectively, graphics D and F
show the intensity proﬁles of the gold particles in the region of
interest pointed by arrows on images C and E. As pointed by the
dotted arrows, depending on the a-parameter, the measured phase
values are respectively about 0.5 rad for a=1 pixel (0.02 nm−1)
and about 0.1 rad for a=10 pixels (0.2 nm−1).
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The use of SPCI plugin as an image ﬁlter can be simpliﬁed with the
requirement of a single image we described in the next section.
4.2.1.2. Qualitative approach using the one-image SPCI treatment. The
one-image treatment implemented in SPCI plugin has been derived
from the two-images one by replacing one of the two defocused images
by a constant intensity image corresponding to the background value.
As emphasized in the previous section, the one-image SPCI treatment is
qualitative and cannot be compared to quantitative one-image phase
retrieval methods suggested by other authors (Paganin et al., 2002).
Fig. 5A–D displays the results obtained with the one-image SPCI
treatment when applied to gold nano-particles images recorded at de-
focus Δz=−20 nm. Similarly, the same treatment was applied to an
image recorded at defocus Δz=+60 nm in Fig. 5E–H.
The image in Fig. 5B recorded at +60 nm is characterized by a poor
quality in comparison with the one recorded at −20 nm defocus
(Fig. 5A). However, the related phase image retrieved with the one-
image SPCI treatment (Fig. 5B–D and F–H) shows that regardless of the
quality of the starting images signiﬁcant contrast enhancement and
noise reduction can be obtained. Similar to the two-images SPCI
treatment the choice of the Tikhonov parameter is critical to highlight
the object of interest. Moreover, comparison with the two-images SPCI
results (Fig. 4), the one-image SPCI treatment is eﬃcient in terms of
contrast enhancement and noise reduction. Due to the facility of use
and the short computation time, the one-image SPCI treatment should
be appropriate to improve low-contrast images produced by biological
preparation as we reported in the next section.
4.2.2. Application on biological samples
We have evaluated the eﬃciency of the one-image SPCI treatment
on images from frozen hydrated E. coli. It must be taken into account
that, due to the object size, the defocus required for biological samples
is far from the nanometric scale and frequently goes to 1 or 2 μm. Fig. 6
displays images corresponding to a focus of +2.496 μm and
−2.496 μm. These images do not provide any information about het-
erogeneity in bacterial cytoplasm. Furthermore, relative to intensity
proﬁles (Fig. 6E), it is not possible to distinguish the border of the
bacterial wall. When the two-images SPCI treatment (Tikhonov para-
meter a-value=0.0085 nm−1), is applied to two focused±2.496 μm
images, the border of the bacteria becomes visible (Fig. 6C) as de-
monstrated by the minima observed in the corresponding plot proﬁle
(Fig. 6E, arrows). With the one-image SPCI treatment (Tikhonov
parameter a-value=0.0085 nm−1) the retrieved phase image and the
corresponding proﬁle shows that, not only the borders of the bacteria
appears clearly visible, but some details are also distinguishable within
the cytoplasm (Fig. 6D and E). According to the plot proﬁle, four re-
gions can be distinguished: the region outside of the bacteria, the
bacterial cell wall (Fig. 6E, arrows), a region close to the cell wall with
higher densities (Fig. 6E, brackets) and the inner cytoplasm (Fig. 6E).
The region close to the cell wall could be the presence of genetic ma-
terial that it is known to be close to the membrane in bacteria
(Leibowitz and Schaechter, 1975); because of the chemical composition
of the DNA, may generate a higher phase value. This result illustrates
how the one-image SPCI treatment can help to highlight information
otherwise invisible in the original data.
To further evaluate the one-image SPCI treatment interest, we
compared it with the widely used Fourier band-pass ﬁlter. On a TEM
image of an epon embedded section of E. coli, although the mitochon-
drion is identiﬁable (Fig. 7A), it is no possible to clearly distinguish the
cristae due to the low contrast and noise. A Fourier band-pass ﬁlter
(12–24 nm) enables to enhance mitochondrial borders as show in
Fig. 7B. The one-image SPCI treatment gives a phase image (Fig. 7C)
where the mitochondria borders are well preserved and the main
densities occurring in the mitochondrial lumen can be interpreted as
cristae (yellow arrows in Fig. 7).
This example illustrates the diﬀerences in ﬁltering operated by a
band-pass ﬁlter compared with the one-image SPCI treatment. This is
accounted by the fact that the band-pass ﬁlter evenly transmits all
frequencies within the interval deﬁned by the low and high frequencies
while the one-image SPCI treatment ﬁltering is described by the
Tikhonov function T(q) (Fig. 1). In the present case, the latter is more
appropriate as it provides just the right amount of details. It also allows
for a better segmentation as illustrated by the color image in Fig. 7D. In
other word, the one-image SPCI treatment prevents eﬀects that can be
generated by a Fourier band-pass ﬁlter whilst enhancing the borders of
the objects.
5. Discussion
In the last decades, there has been increasing need for TEM use for
the characterization of biologicals and materials science. This has led to
new generations of TEM equipments with lens corrector for sub-
Ångstróm resolution, and to the development of powerful imaging
techniques like electron holography and electron tomography.
However, to take full advantage of those technological progresses,
TEMs require to be operated by highly qualiﬁed experts and accurate
results can only be obtained after preliminary investigations. In that
context, it seems particularly relevant to develop approaches
Fig. 5. One-image SPCI treatment applied to gold nano-particles. Figs. A and E show images of a same area recorded for focus images Δz=−20 nm and Δz=+60 nm
respectively. Figs. B, C and D (respectively F, G, H) display the phase image retrieved with the one-image SPCI treatment from image A (respectively E) for various
values of the Tikhonov parameter: a=0.06 nm−1; a=0.2 nm−1; a=0.6 nm−1. The scale bar on the original images A and E represents 10 nm.
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achievable on standard equipment and involving simple numerical
treatments in order to be fully carried out and understood by the TEM
user. That was the purpose of the work reported here.
In the present manuscript, we have shown that it is possible to
propose a simple image treatment based on two defocused images, or
even on one defocused image, applicable to phase-contrast images
classically acquired in TEM. This image treatment is a simple derivation
based on the contrast transfer function. It allows the retrieval of a phase
image with a clear view of the underpinning approximation. Therefore,
the limits in terms of resolution and quantitative measurements are
easy to be deﬁned by the average TEM user.
One main result of this work has been the development of a public
ImageJ plugin, SPCI, which can be downloaded from (Verguet, 2018).
The strength of SPCI is to involve a single adjustable parameter (the
Tikhonov regularization parameter a-value). The plugin dialog box
gives the possibility to vary the a-value over a wide range and to display
as many images as applied parameters. This is very convenient for the
user to make the most appropriate choice of the a-value for contrast
enhancement in non-quantitative studies. Also, as demonstrated by the
gold particles example, the two-images SPCI treatment is able to pro-
vide accurate quantitative results as far as it is applied with the smallest
Tikhonov parameter. This requirement can be understood from the
description of the Tikhonov function given in Section 2. The deviation
of the Tikhonov function to the 1/q2 function gives an indication of the
frequency domain from which artifacts may arise. This means that
depending on the image characteristics (mainly the long-range contrast
ﬂuctuation) the two-images SPCI treatment will provide semi-quanti-
tative results. Ideally, images with no long-range contrast ﬂuctuation
should allow for a quantitative use of the phase map. This is what we
have observed with the gold nano-particles examples when the
minimum possible value is used.
Since the choice of the smallest size for the Tikhonov parameter, is
required for quantitative studies, this choice becomes obvious since the
image manipulation is performed in pixel units (i.e. it means taking 1
pixel). Actually in addition to the pixel number indicated in the dialog
box, the value of a can be tuned by changing the acquisition conditions
since the size of a pixel in the reciprocal space (i.e. 1/Np) depends on
them. It is worth noticing that reducing the magniﬁcation allows to
Fig. 6. Comparison of two-images and
one-image SPCI treatments in E. coli
observed by cryo-TEM. (A and B) Raw
images acquired at −2.496 μm and
+2.496 μm of defocus respectively. (C)
Phase image obtained with the two-
images SPCI treatment with Tikhonov
parameters: a=0.0085 nm−1. (D)
Phase image obtained using the one-
image SPCI treatment with image A
and the same Tikhonov a-value. Graph
E corresponds to intensity proﬁles of
the bacteria E. coli. These proﬁles are
recorded along the line of interest
across the bacteria as drawn on the
TEM images and phase images. Blue
and grey lines represents raw focused
images, dotted red line to two-images
treatment and green line to one-image
treatment. In this last one arrows point
at the bacterial cytoplasmic region
close to borders. Scale bar is 300 nm.
Fig. 7. Comparison of one-image SPCI treatment versus band-pass
ﬁlter in the identiﬁcation of mitochondrion cristae. (A) Raw image
defocused at +83 nm. (B) Band-pass ﬁltered image (frequencies
corresponding to 12–24 nm in real space which heuristically
highlight sub-cellular structures in this sample). (C) Phase image
resulting from one-image SPCI treatment with a Tikhonov para-
meter of 0.012 nm−1. The cristae, identiﬁed by yellow arrows,
appears clearly visible. (D) Overlapping of the previous images
with raw image in red channel, band-pass ﬁltered image in blue
channel and one-image SPCI-phase image in green channel. Of
note, the small red dots, corresponding to high frequency noise,
occur all over the image. These dots are removed by both band-
pass and one-image SPCI treatment. However, it should be noticed
that the band-pass is associated with artifacts depicted by the blue
densities that are absent in the SPCI green image. Scale bar is
50 nm.
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explore small values of a which can be out of reach with high magni-
ﬁcation. The interest of the a-value in pixels is to realize how far the
chosen parameter is from the minimum value for the given acquisition
condition. Because of the a-value in nm−1 the operator has a direct
information on the length scale that will be enhanced by the Tikhonov
regularization. As a consequence, it makes easier for the user to un-
derstand how the experimental conditions should be changed.
Typically, the magniﬁcation should be chosen in order that the mean-
ingless information, such as the scale of the long-range contrast ﬂuc-
tuation, is as large as possible with respect to the image size while the
meaningful details remain small with respect to the image size.
As the SPCI plugin oﬀers two possible modes, their respective limits
and advantages have to be discussed. At ﬁrst the choice for the one-
image or two-images SPCI treatment depends on the needs of qualita-
tive or quantitative information. If a qualitative information is desired,
the two-images SPCI treatment should be performed. Indeed, the one-
image treatment can be quantitative as long as the ﬁrst requirement of
knowing the zero-defocus image is fulﬁlled. To avoid any misuse, it is
explicitly indicated on the dialog box that the one-image SPCI treat-
ment is not a quantitative approach. If the sample is a weak phase
object, the zero-defocus image is recognized by its absence of contrast.
Unfortunately, this zero contrast may be diﬃcult to observe because of
small local eﬀects of diﬀraction and/or absorption, and also because the
sample may not be ﬂat. As a consequence, the errors on the focus value
and the zero-focus image prevent from using the one-image SPCI
treatment for phase measurement. However, it must be said that phase
retrieval can be performed on the basis of a single image and it has been
successfully applied in X-ray (Paganin et al., 2002) and TEM (Liu et al.,
2011) imaging. This was possible due to the sophisticated reconstruc-
tion algorithms and when dealing with homogeneous and simple ob-
jects. However, the objective of the present work is to propose the
simplest approach even at the expense of spatial resolution of quanti-
tative phase information, provided that the users have a clear under-
standing of the methodological limits.
If a qualitative information is desired, for instance when the char-
acterization of an object's size and shape are of interest, the images
obtained with the one-image SPCI treatments can be exploited. In that
case, the one-image SPCI treatment provides images with a signiﬁcant
gain of contrast facilitating automatic segmentation by simple thresh-
olding. From that point of view, the one-image treatment is clearly
advantageous on the two-images one. First with the one-image treat-
ment, image alignment is not necessary. Therefore, there is no risk of
artifact on the object size due to too ill corrected misalignment. This is
particularly important for biological samples as they require high de-
focus inducing speciﬁc image distortion preventing from good align-
ment of the two images focal series. Also even if the two-images SPCI
treatment is chosen in view of quantitative results, the one-image SPCI
treatment is always worth doing in order to detect artifact due to in-
correct image alignment. This is a preliminary step required for shape
descriptors and dimension studies, which can be directly performed in
the ImageJ software where SPCI plugin has been implemented.
As illustrated in Section 4, the one-image SPCI treatment can be
seen as a type of band-pass ﬁlter. The ﬁltering functions are also sig-
niﬁcantly diﬀerent: a top hat shape in reciprocal space for the band-
pass ﬁlter and a kind of bell shape for the Tikhonov function. As a
consequence, the band-pass ﬁlter requires to adjust two parameters
while the Tikhonov function has only one adjustable parameter. One
shape or the other might be more appropriate depending on the spatial
frequency characteristic of the system of interest as illustrated by Fig. 7.
Additionally, since the SPCI plugin allows for trying and displaying the
results obtained for several a-values, it is rather easy to determine the
optimum conditions in a single run. Second, although the phase image
given by the one-image SPCI treatment cannot be quantitative, there is
still a direct connection between the one-image SPCI treatment and the
phase-contrast, while a band-pass ﬁlter is applicable to any types of
image regardless of the contrast used to form the image. This means
that the phase image given by the one-image SPCI treatment still bears
a physical meaning related to the phase-contrast.
With the development of techniques like electron holography or
holo-tomography and of devices like phase plates, phase-contrast in-
formation appears as extremely relevant in material sciences and
biology. Therefore, the one-image SPCI treatment can appear quite
fruitful despite its limits. For instance, it might be beneﬁcial for beam
sensitive systems, such as frozen hydrated samples in biology, or in
material science systems in which electron holography or holo-tomo-
graphy could be of interest but appear unfeasible. Of course, the one-
image SPCI treatment cannot be an alternative to these techniques. We
only propose to use it when advanced methods cannot be carried out or
in a preliminary investigation to these advanced techniques. Also con-
sidering the growing interest of phase plates for biological system,
images bearing phase information may be of speciﬁc interest even
though they cannot be quantitative in terms of phase measurements.
6. Conclusion
To summarize, we propose here a plugin which gives the possibility
to retrieve phase images from TEM phase-contrast images obtained
with standard microscopes by users not specialized in electron optics.
Depending on the needs and the system, a quantitative approach (i.e.
using two symmetric focused images) or a qualitative approach based
on a single image is possible. The aim of this plugin is to make phase
retrieval possible at a basic level as a preliminary investigation prior to
accurate studies on specialized microscopes. Alternatively, the quali-
tative application of the plugin can be of interest as a new image pro-
cessing able of selective contrast enhancement. For example, it can be
useful for the study of the low contrasted objects speciﬁcally frequent in
cryo TEM of biological systems.
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